Supplementary figures

Figure S1. 14-3-3 protein homologs bind and colocalize with DNMT1
A Binding of DNMT1pSer143-biotin peptide to the phospho-Serine/Threonine protein domain microarray. Map of phospho-Serine/Threonine array, GST fusion proteins are spotted in grid as indicated. B 14-3-3 protein isoforms colocalizes with DNMT1. COS7 cells transfected with vector encoding for FLAG-14-3-3β (left panel) or FLAG-14-3-3γ (right panel) were detected with anti-FLAG antibody (green). Plasmid encoding for DsRed-DNMT1 (red) was co-transfected. Yellow spots (merge) indicate colocalization of DNMT1 with 14-3-3β and 14-3-3γ.
DAPI/FLAG-14-3-3 /DsRed-DNMT1 Figure S2 . Mutation of S143 residue of DNMT1 negates 14-3-3 colocalization. COS7 cells transfected with vector encoding for CFP-14-3-3β A The methyl-Lys and phosphor-Ser in histone H3 and DNMT1.
B A dimer of 14-3-3 (magenta and grey) binds two DNMT1 peptides, modeled based on 14-3-3 and H3 peptide (PDB 2CIN). We replaced the side chains of the bound peptide without affecting main chain conformation. The side chain conformations were chosen to make optimum interactions with 14-3-3.
C DNMT1 S141 interacts with W228 of 14-3-3. D DNMT1 K142 interacts with D223 of 14-3-3. The side chain of N224 of 14-3-3 forms two hydrogen bonds with the main chain amide nitrogen and carbonyl oxygen of S143.
E The negatively charged phosphate group of pS143 is caged by positively charged R56 and R127 of 14-3-3.
F The positively charged K120 of 14-3-3 bridges between two negative charged aspartates, D144 of DNMT1 and D124 of 14-3-3.
G The conserved glycine G145 allows the DNMT1 peptide to adopt a U-shaped conformation, change direction and exit the 14-3-3 peptide binding cleft (see panel B).
H DNMT1 E146 and R60 of 14-3-3 form a salt bridge.
Figure S5. Differential methylation in gene elements.
Differentially methylated CpG sites from RRBS analysis were mapped to gene elements. Data shown are the median methylation value of CpG sites of two clones at each relative position. The expression levels of six differentially expressed genes detected in RNA-seq were validated by qPCR. Relative expression was normalized to Gapdh expression level. Error bars represent the SD of at least three replicates.
Figure S11. Gene repression is facilitated upon 5mC rescue by DNMT1
transfection to wild-type levels in 14-3-3 overexpression clones.
The expression levels of the six representative genes, which are induced in 14-3-3 clones, were quantified in the DNMT1-transfected 14-3-3 overexpression clones by qPCR. Relative expression was normalized to Gapdh expression level.
Error bars represent the SD of at least three replicates.
